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REMARKS 

A Sequence Listing is submitted herewith. In order to comply with sequence listing 
requirements following changes were made to the specification. The specification has been 
amended to insert Sequence Identifiers as appropriate. In paragraph [0016], which describes 
Figure 1 A, SEQ ID NOS 21 -24, 129 and 130 were assigned to the sequences represented in the 
Figure. In paragraph [0017], which describes Figures 2A and 2B, SEQ ID NOS 109, 1 10, 107, 
108, 131 and 132 were assigned to the sequences represented in diese Figures. In paragraph 
[001 8], which describes Figures 3A and 3B, SEQ ID NOS 92, 93, 135, 136, 133 and 134 were 
assigned to the sequences represented m these Figures. In paragraph [001 9], which describes 
Figures 4A - C, SEQ ID NOS 94, 95, and 77 - 80 were assigned to the sequences represented in 
these Figures. In paragraph [0020], which describes Figures 5 A - D, SEQ ID NOS 96, 97, 71, 
98, 72, 69, 99, 70, 73, 100, 74, 75, 101 and 76 were assigned to the sequences represented in 
these Figures. In paragraph [0023], which describes Figures 8A and 8B, SEQ ID NOS 104, 85, 
86, 87, 88, 89 and 90 were assigned to the sequences represented in these Figures. In the 
paragraph [0024] of the present application, which describes Figures 9A and B, SEQ ID 
NO: 120 was assigned to the nucleotide sequences of human HIN-1 represented in Figure 9A. In 
paragraph [0025] of the present ^plication, which describes Figures lOA and lOB, SEQ ID 
NOS 121 - 124, 126, 127 and 128 were assigned to the sequences represented in these Figures. 

Furthermore, the Applicants respectfully request entry of amendments that were made to 
the specification in Table 4, which reflect following changes. On page 75 originally filed SEQ 
ID NOS 135 and 136 were submitted in enor and have been replaced by the sequences 
contained in Figure 3B. SEQ ID NO: 107 cited on page 76 of the specification has been 
amended to correct a typographical error. The amended sequence is supported by the 
application and represented in Figure 2C. The amended sequences are supported by the 
originally filed specification, therefore do not add new matter. On page 76 SEQ ID NOS 133 
and 134 have been changed to SEQ ID NOS 131 and 132 since SEQ ID NOS 133 and 134 were 
used to identify different sequences on page 75, Table 4 of the present application. The 
Sequence Listing shows sequences that were present in the subject application as filed and, 
therefore, does not add new matter. 
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The Examiner is invited to contact Applicants' undersigned representative if there are 
any questions regarding the subject application. The Commissioner is authorized to debit (or 
credit) Deposit Account No. 50-1355 if any fee is required (or if there is any overpayment). 



Respectfully submitted. 



Date: 



January 28. 2003 



June ]\*./Leam, J,D. 
Registfaltion No. 31,238 
Telephone: (858)677-1416 
Facsimile: (858)677-1465 




GRAY GARY WARE & FREIDENRICH LLP 
4365 Executive Drive, Suite 1 100 
San Diego, CA 92121-2133 



USPTO Customer Number: 28213 
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EXHIBIT A 

MARKED VERSION SHOWING THE AMENDMENTS 

The specification has been amended as follows: 
(00161 Figure lA shows the nucleotide sequence of the cyclin D2 promoter (SEQ ID 

NO: 105). Regions highlighted indicate primer sequences. CG nucleotide pairs are shown 
capitalized and bolded. A highlighted box shows the location of an atgcodon. Figure IB 
shows nucleotide sequences for forward (F) and reverse (R) primer external and internal pairs 
rSEO ID N OS 21 - 24. 129 and 130) used to detect methylated (M) and unmethylated (U) 
nucleic acids. The base pair (BP) length of the prima: pair product is also indicated. 




[0017] Figures 2 A and 2B show the nucleotide sequence of the TWIST promoter (SEQ 

ID NO: 106). Regions highlighted indicate primer sequences. CG nucleotide pairs are shown 
capitalized and bolded. A highlighted box shows the location of an atgcodon. Figure 2C 
shows nucleotide sequences for forward (F) and reverse (R) external and internal primer pairs 
fSEO ID NOS 109- 110- 107, 108, 131 and 132) used to detect methylated (M) and 
unmethylated (U) nucleic acids. The base pair (BP) length of the primer pair product is also 
indicated. 

10018] Figure 3A shows the nucleotide sequence of the Retinoic Acid Receptor Beta 

(RARp) promoter (SEQ ID N0:91). Regions highlighted indicate primer sequences. CG 
nucleotide pairs are shown o^italized and bolded. A highlighted box shows the location of an 
atg codon. Figure 3B shows nucleotide sequences for forward (F) and reverse (R) external and 
internal primer pairs fSEO ID NOS 92- 93. 135. 136. 133 and 134) used to detect methylated 
(M) and unmethylated (U) nucleic acids. The base pair (BP) length of the primer pair product 
is also indicated. 



[0019] Figure 4A shows the nucleotide sequence of Homo sapiens serine protease-like 

protease (NES-1) mRNA fSEO ID NO:94) . Figure 4B shows the nucleotide sequence of the 
NES-1 region (exon 3) analyzed (SEP ID NO:95V Regions highlighted indicate primer 
sequences. CG nucleotide pairs are shovm capitalized and bolded. Figure 4C shows nucleotide 
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sequences for forward (F) and reverse (R) primer pairs f SEP ID NOS 77 - 80^ used to detect 
methylated (M) and unmethylated (U) nucleic acids. The base pair (BP) length of the primer 
pair product is also indicated. 



[00201 Figure 5A shows the nucleotide sequence of HOXA5 promoter [(3 " to 5 ')] 

(SEP ID NO:96V CG nucleotide pairs are shown capitalized and bolded. A highlighted box 
shows the location of a cat codon. Figure SB shows the nucleotide sequence of the 
complementary region (5' to 3'') analyzed (nucleotides -97 to -303) (SEP ED NO:97V Regions 
highlighted indicate primer sequences. CG nucleotide pairs are shown capitalized and bolded. 
Highlighted box shows an atg codon. Figure 5C shows nucleotide sequences for forward (F) 
and reverse (R) primer pairs (SEP ID NOS 7L 98, 72, 69, 99 and 70) used to detect methylated 
(M) and unmethylated (U) nucleic acids. The base pair (BP) length of the primer pair product 
is also indicated. Figure 5D shows forward and reverse (sense and antisense) primers (SEP ID 
NPS 73- 100, 74, 75, 101. 76) used for sequencing and expression of HPXA5. 



[0023] Figure 8A and 8B show the nucleotide sequence of Homo, sapiens (SEP ID 

NP:104) estrogen receptor beta gene, promoter region and partial cds. CG nucleotide pairs are 
shown capitalized and bolded. Figure 8C shows nucleotide sequences of forward (F) and 
reverse (R) primer (SEP ID NPS 85, 86, 87, 88> 89 and 90^ pairs used to detect methylated (M) 
and unmethylated (UM) nucleic acids. The base pair (BP) length of the primer pair product is 
also indicated. 



[0024] Figure 9A shows the nucleotide sequence of human HIN- 1 (SEP ID NP: 120) 

cDNA Regions highlighted indicate primer sequences. Figure 9B shows nucleotide sequences 
of forward and reverse external and intemal primer pairs used to detect methylated and 
unmethylated nucleic acids. The base pair (bp) length of the primer pair product is also 
indicated 

[0025] Figure 1 OA shows the nucleotide sequence of the RASSF 1 A promoter f SEP ID 

NP:121) . CG nucleotide pau*s are shown capitalized and bolded. Regions highlighted indicate 
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primer sequences. Figure lOB shows nucleotide sequences of forwanl (F) and reverse (R) 
external and internal primer pairs fSEOIDNOS 122. 123, 124> 126. 127 and 128^ used to 
detect methylated (M) and unmethylated (UM) nucleic acids. The base pair (BP) length of the 
primer pair product is also indicated. 
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TABLE 4 



SEQ 

m 

NO: 


Gene 


Sense/ 
antisense 






1 


WT 


Sense 


5 '-GCGGCGCAGTTCCCCAA0CA-3 • 


nucleotidec; 882-901 


2 


WT 


antisense 


5'-ATGGTTTCTCACCAGTGTGCTT-3' 


nucleotides 1 4 1 f>- 
1437 


3 


WT 


Sense 


5 •-GCATCTGAAACC AGTGAGAA-3 ' 


nucleotides 
1320-1339 


4 


WT 


antisense 


5 •-TTTCTCTGATGC ATGTTG-3 ' 


nucleotides 168S- 
1702 


5 


WT 


Sense 


5 '-GATTGGCTACCCAACTGTTGCA-3 • 




6 


WT 


antisense 


5 '-CAGGGGCAGCAGCCACAAAGGC-3 ' 




7 


WT 


sense 


5 *-TTTGGGTTAAGTTAGGCGTCGTCG-3 ' 




8 


WT 


antisense 


5'-ACACTACTCCTCGTACGACTCCG-3' 




9 


WT 


sense 


5 '-TTTGGGTTAAGTTAGGTGTTGTTG-3 ' 




10 


WT 


antisense 


5 ' -AC ACTACTCCTCATACAACTCCA-3 ' 




11 


WT 


sense 


5 '-CGTCGGOTGAAGGCGGGTAAT-S ' 




12 


WT 


antisense 


5 '.CGAACCCGAACCTACGAAACC-3 ' 




13 


WT 


sense 


5 '-TGTTGGGTGAAGGTGGGTAAT-3 ' 




14 


WT 


antisense 


5 '-CAAACCCAAACCTACAAAACC-3 ' 




IS 


cyclin D2 


sense 


5'-CATGGAGCTGCTGTGCCACG -3' 




16 


cyclin D2 


antisense 


5*-CCGACCTACCTCCAGCATCC -3' 




17 


cyclin Dl 


sense 


5'-AGCCATGGAACACCAGCTC-3 ' 




18 


cyclin Dl 


antisense 


5 ' -GC ACCTCC AGC ATCCAGGT-3 ' 




19 


cyclin D2 


sense 


5'-GATTGGCTAC CCAACTGTTGCA-S' 




20 


cyclin D2 


antisense 


5 '-CAGGGGCAGCAGCCACAAAGGC-S ' 




21 


cyclin D2 


sense 


5 ' -GTT ATGTTATGTTTGTTGTATG-3 ' 


unmethylated 


22 


cyclin D2 


antisense 


S'-GTTATGTTATGTTTGTTGTATG-S' 


unmediylated 


23 


cyclin D2 


sense 


5 '-TACGTGTTAGGGTCGATCG-3 ' 


methylated 


24 


cyclin D2 


antisense 


5'-CGAAATATCTACGCTAAACG-3' 


methylated 


129 


cyclin D2 


sense 


5»-TATTTriTGTAAAGATAGTTTTGAT.3* 


External 


130 


cyclin D2 


antisense 


5-TACAACTTTCTAAAAATAACCC-3 ' 


External 


25 


14.3.3 
sigma 


sense 


5'-ACAGGGGAACTTTATTGAGAGG.3' 


A 375 bp a-specific 
probe 


26 


14.3,3 
sigma 


antisense 


5'.AAGGGCTCCGTGGAGAGGG-3' 


(SEQIDNO:26) 


27 


14.3.3 
sigma 


sense 


5'-GAGGAGTGTCCCGCCTTGTGG-3* 


A TG repeat 

sequence in the 
3'UTR of a 


28 


14.3.3 
sigma 


antisense 


5'-GTCTCGGTCTTGCACTGGC3* 
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SEQ 

IXJ 

NO: 


Gene 


oense/ 
antisense 






29 


14.3.3 
Sigma 


sense 


5'-GTGTGTCCCCAGAGCCATGG-3' 


A 1.2 kb PGR 

product, 
encompassing 
the entire a 
coding 
sequence, was 
generated 
using two 
primers 


30 


14.3.3 
sigma 


antisense 


5 GTCTCGGTCTTGCACTGriPri-'? * 


^annsense, 
SEQ ID 
NO:30 


31 


14.3.3 
sigma 


antisense 


5 '-CACCTTCTCCCGGTACTCACGO ' 


entire a coding 
sequence. 


32 


14.3.3 
sigma 


sense 


5'-GAGCTCTCXrrGCGAAGAQ-3' 


entire a coding 
sequence: 


33 


14.3.3 

Sigma 


sense 


5'-GAGGAGGCCATCCTC TCTGGC-3' 


entire a coding 
sequence: 


34 


14.3.3 
sigma 


antisense 


5'.TCCACAGTGTCAGGTTGTCTCG.3* 


entire a coding 
sequence: 


35 


14.3.3 
sigma, 
first exon 


sense 


S'-GAGAGAGTTAGTTTGATTTAGAAG-S' 


start at nt 8641 
generates a 
474 bp PGR 
product 


36 


14.3.3 
Sigma 


antisense 


5'-CTT ACTAATATCCATAACCTCX:.3 ' 


(antisense 
primer with 
start at nt 
9114; 


37 


14.3.3 

sigma 


sense 


5'-TGGTAGTTnTATGAAAGGCGTC-3' 


methylated 
DNA 


38 


14.3.3 
sigma 


antisense 


5 ' -CCTCTAACCGCCCACC ACG-3 ' 




39 


14.3.3 
sigma 


sense 


5 ' - ATGGTAGrmr ATG AAAGGTGTT-3 * 


unmethylated 
DNA 


40 


14.3.3 

sigma 


antisense 


5 » -CCCTCTAACC ACCCACC ACA-3 ' 




41 


14.3.3 
sigma 


sense 


5*-GTGTGTCCCCAGAGCCATGG-3' 


PGR was 
performed 
using the a- 
specific 
primers 
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SEO 
ID 
NO: 


Gene 


antisense 






42 


14.3.3 
si^ma 


antisense 


5 '-ACCTTCTCCCX3GTACTCACG-3 * 




43 


RARp 






227 bp probe 
was anq)lif[ed 


44 


RAR0 


CM t low 






45 


RARB 


sense 




W3 


46 


RAR3 


anrisen^e 


5'-ppnriATPPTAPpppfTApr;r; 7» 


W3 


47 


RAR3 




5*-pprTAr}A AprsprjAnprjATpp i* 


W4 


48 


RARB 




5 '-HPiPP A A TPP A nPPrWTnPn 1 ' 


WTA 

W4 


49 


RARB 


sense 


5 '^TG GOT GTA GGT GGA ATA TT-3 ' 


unmethylated 
DNA were as 
loilows: Ul 


50 


RARB 


antisense 


5 '-AAC AAA CAC ACA AAC CAA CA-3' 


Ul 


51 


RARB 






U2 


52 


RARB 




^*_TTP A AT AAA PPP TAP r^r'A T 


U2 


53 


RARp 


sense 


y-TTA GTA GTT TGG GTA GGGTTT ATT-3* 


U3 


54 


RARR 


allllbCriSc 




U3 




RARR 
ivrvEvp 


sense 


^ * Oat OTT a A A T* /^T/^ A OT* ^ A T* T^T* » 

D -KjJK 1 U 1 1 vjAIj AAl VJ 1 OACj i OAT TT-3 


U4 


56 


RARfi 


oniidcnsc 


^ ' A A A A TPT^ A A f^i^ A A A A A 1 » 

-> -AA^^ l^AA 1 AAi^CAA AAU A- J 


U4 


57 


RARB 




J - A vJ\^ OvjvJ\-'VJ 1 AVjvj C-vjvj AA 1 A i y^'j 


methylated 
Ml 


58 


RARR 




^ '-P A A f^n A A r^n ac^ a a a r^r^n a /^/^ i « 
J -V'AAv^vjA AVvVjr wAV^ AAA L'V./Vj ACCj-J 


Ml 


59 


RARRRAR 
6 




J i VJ AO I 1 A ^oVj A 0 1 A VjCO 111 C-J 


M2 


60 


RARB 




S'-PTTTPnATA A A p PPT A r^r^ rri T 

•J "V-- 111 A 1 A AAV^ 1 Av-^V^ ^VJ- J 


TV iTI 

M2 


61 


RARB 


sense 


5 '-GGT TAG TAG TTC GGG TAG GGTTTA TC- 


M3 


62 


RARB 


antisense 


5 '-CCG AAT CCT ACC CCGACG-3 ' 


M3 




RARR 


sense 


^ -0 1 v^ vjAO AAv^ Lrt^Li ALjv^vj A 1 1 


M4 




RARR 


onnsense 


^ ' r^n A r^^^ a a ti^ a a r^r^r^ a a a /^/"^ i » 
3 -\-.vj A V^V^ A A 11^ UAA UULiAAA CCj-3 


M4 


65 


RARR 

IVrVIVp 


sense 


5 -O AC 1 0 1 A 1 Ij \j A 1 ijllClO 1 C A Cjo 


RT± PGR 
exon 5 


66 


RARR 


ciiiiiscnov 


c ATT Ti^TPPT nru^ An A r^r^ a a r^r^ a > 
J "A 11 1 0 1 1 ALjA L^OA ALiU A-3 


exon 6 


133 


RARp 


sense 


5 •-GTAGGAGGGTTTATTT TTTGTT-3 ' 


External 


134 


RARp 


antisense 


5 '-AATTACATTTTCCAAACTTACTC-3 ' 




135 


RAR^ 


sense 


5'- [GGATTGGGATGTTGAGAATGT] GA 
ACGCGAGCGATTCGAGT-3' 


Methylated 


136 


RARP 


antisense 


5'- [AACCAATCCAACCAAAACAA] 
GACCAATCCAACCGAAACG-3 ' 


Methylated 


92 


RARp 


sense 


5 '-GGATTGGGATGTTGAGAATGT-3 ' 


Unmethylated 


93 


RARp 


antisense 


5 '-CAACCAATCCAACCAAAACAA-3 * 


Umnethylated 


67 


Actin 


sense 


5 '-ACC ATG GAT GAT GAT ATCG-3 ' 


RT± PGR 


68 


Actin 


antisense 


5'-ACA TGG CTG GGG TGTTGA AGO' 




69 


HOXA5 


sense 


5 '-TTTAGCGGTGGCGTTCG-3 * 


methylated 
DNA 
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SEQ 
ED 
NO: 


Gene 


Sense/ 
antisense 






70 


HOXA5 


antisense 


5 '-ATACGACTTCGAATCACGTA-3' 




71 


H0XA5 


sense 


5 *-TTGGTGAAGTTGGGTG-3 * 


uiuxicuiyiaicu 


72 


HOXA5 


antisense 


5 '-AATACAACTTCAAATCACATAC-3 ' 




73 


HOXA5 


sense 


5 '-ATTTTGTTATAATGGGTTGTAAT3' 




74 


HOXA5 


antisense 


5 *-AACATATACTTAATTCCCTCC-3 ' 




75 


HOXA5 


sense 


5 '-TCATTTTGCGGTCGCTATCC-3 ' 


RT-PCR 


76 


HOXA5 


antisense 


5 '-GCCGGCTGGCTGTACCTG-3 * 




77 


NES-1 


sense 


5 '-TTGTAGAGGTGGTGTTGTTT.3 ' 


unmeuiyiaiea 


78 


NES-1 


antisense 


5'-CACACAATAAAACAAAAAArrA -3» 




79 


NES-l 


sense 


5 '-TTCGAAGTTTATGGCGTTTr-3 ' 


jwcuiyiaiea 


80 


NES-1 


antisense 


5 *-TTATTT<XGCAATACGCGAC-3 * 




81 


NES-1 


sense 


5 '-ACCAGAGTTGGGTGCTGAC-3 ' 




82 


NES-1 


antisense 


5 '-ACCTGGCACTGGTCTCCG-3 ' 




83 


36B4 


sense 


5 '-GATTGGCTACCCAACTGTTGCA-3 ' 




84 


36B4 


antisense 


5 '-CAGGGGCAGCAGCCACAAAGGC-3 * 




85 


Estrogen 
Receptor 


sense 


5 ' -G GGTGTTTTTG AGATTGTTGG- 3 


ii/IUIlvUljrlalvU 


86 






S'-TG AGTTGTGATG GGTTTTGG-3 




87 




antisense 


5'-CCAAAACC CATCACAACT CA-3 




88 




sense 


5*-AGAGTAGGCG GCGAGCGT-3 


Methylated 


89 






5'-CGGGAAAAG TACGTGTTCG T-3 




90 




antisense 


5'-A CGAACACGTA CTTTTCCCG-3 




107 


Twist 


sense 


5 ' -T TTCGGATGGG GTTGTTrCl ATC - 3 




108 


Twist 


antisense 


5 ' - AAACGAC CTAACCCGAA CG - 3 


MethvlflteH 


109 


Twist 


sense 


5 ' -TT TGGATGGGGT TGTTATTGT- 3 


T Tnmeth v1 fl tf*H 

WlUll^UljrlAlwU 


110 


Twist 


antisense 


5 ' -C CTAACCCAAA CAACCAACC-3 




[133] 
131 


Twist 


sense 


5' -GAGATGAGATATTATTTATTGTG-3 


XdrVWiwl I la 1 


[134] 
132 


Twist 


antisense 


5' -AACAACAATATCATTAACCTAAC-3 




111 


HIN-1 


sense 


5 '-AGGGAAGt ri'rrrrtA rriGG iT-3 




112 


HIN-1 


antisense 


5 •-GTGGTTTTGTTT1 GTA rG'l" lll'GGTG-3 




113 


HIN-1 


antisense 


5 ' -C ACCG AAAC ATACAAAAC AAAACCAC-3 




114 


fflN-l 


sense 


5 *-GnTGTTAAGAGGAAGTTTT-3 


External 


115 


HIN-1 


antisense 


5 '-CACCGAAACATACAAAACAAACCAC-3 


External 


116 


HIN-1 


sense 


5'-GGTACGGGl ririlACGGTTCGTC-3 


Methylated 


117 


HIN-1 


antisense 


5 '-AACTTCTTATACCCGATCCTCG.3 


Methylated 


118 


HBSf-l 


sense 


5'-GGTATGGGTTTliTArGUl"rrUlT-3 


Unmethylated 


119 


HIN-1 


antisense 


5'-CAAAACTrCTTATACCCAATCCTCA-3 


Unmethylated 


122 


RASSFIA 


sense 


5 '-GGGAGTTTGAGTTTATTGAGT-3 


External 


123 


RASSFIA 


antisense 


5 '-ACCCCTrAACTACCCCnTC-3 


External 


124 


RASSFIA 


sense 


5'-GTTGGTAlTC-3 


Methylated 


125 


RASSFIA 


sense 


5*-GTTGGGCGC-3 


Methylated 


126 


RASSFIA 


antisense 


5 '-GCACCACGTATACGTAACG-3 


Methylated 
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Gene 


Sense/ 
antisense 






127 


RASSFIA 


sense 


5 '-GGTrGTAnTGGTTGGAGTG-3 


Unmethylated 


128 


RASSFIA 


antisense 


5 '-CTACAAACCTTTACACACAACA-3 


Unmethylated 
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